Supplemental Material
Figure Legends shown. BMP9 (100 ng/mL) was included as a positive control. All gene expression shown is relative to housekeeping gene GAPDH. Each point shown depicts the average of two biological duplicates from an independent experiment (n=4-6, not all conditions were run in each experiment). To better characterize the kinetics of activin response, HepG2 cells were treated as in (A-B) and harvested at timepoints ranging from 1 to 24 h post-treatment; maximal upregulation of (C) HAMP and (D) ID1 was between 1-8 h post-treatment (n = 2 independent experiments, each experiment was run in biological and technical duplicate). To determine whether activins act via BMP receptors, LDN was added 30 minutes before activin or BMP9 application for 4 h. LDN inhibited (E) HAMP and (F) ID1 upregulation by both activin proteins and by BMP9, but also decreased gene expression baseline (n = 3 independent experiments, each experiment was run in biological and technical duplicate). Statistical measures in dot plots (A-B) are Dunn's multiple comparison tests after Kruskal-Wallis test. Statistical measures in grouped bar graphs are Tukey's multiple comparison tests after 2-way ANOVA. ** p<0.01, ***p<0.001, ****p<0.0001.
